1. Go to TAIR10 genome browser:
http://www.arabidopsis.org/servlets/tools/gbrowse/arabidopsis
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sequence
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8. Go to 1001 Genomes site: http://tools.1001genomes.org/

VCF Download

Download Subsets of 1001 VCF Files.

Please select a set of strains.

e Ecotype ID Name €S Number I& Country
v 001U i CST6361 uzs
@ 10015 Ara-1 Cs576382 AFG
Ei 9953 Koz-2 Cs76383 RUS
v 9952 Kiy-4 Cs76384 RUS
v 9951 Kiy-1 C576385 RUS
v 10014 Xan-1 576387 ANZE
v 10013 Lerik1-3 Ccs76388 AZE
7 10012 stisu-1 C576389 AZE
7 9990 Lag2-2 C576390 GEO
7 9991 Vash-1 GEO
@ 9988 Bak-2 GEO
vl 10011 Yen-1 CSTR04 ARM

6. Go to CENSOR tool: http://www.girinst.org/censor/

Sequence source:

Force translated search:-
Search for identity-
Report simple repeats:
Mask pseudogenes:
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7. Check for the
presence of repetitive

. elements
Paste query sequences here:
(Up to 2MB; IC-Stanford, FASTA, CENBANEK, EMEL formats are supported)

>Chrl:25538..25737

p'l'TGTCTGCTTTGCAMGTGATGAGAGGGTGMTTTCCMGTCGACGTGMGTTTCAAGA

ATCATACCTCAGTEAGETEETETCACTCTIECARTGTGAGCTTCTGEARGECECTECTAE

AR AT CE ARG T TG AR CCACGRR A A T TAATGCACATCGACGAGATGGA
TCCCTGATG
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Supplementary Figure S1. The schematic procedure of the MLPA half-probes design
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11. Go to: http://blast.ncbi.nlm.nih.gov/Blast.cgi Select Nucleotide BLAST

blastn  blastp | blastc | tblastn | tblastx

Enter Query Sequence

Enter accession number(s), gi(s), or FASTA sequence(s) &

>Chrl:25533. 25645
GAAGAATCATH
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Or, upload file
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12. Paste the
joined sequence
of paired TSSs

Job Title
Enter a descriptive title for your BLAST search &
[Z] Align two or more sequences &

Choose Search Set

BLASTN programs search using a query. more....
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13. Select the

Exclude [[1models (amneP) ] Uncultured/environmental sample sequences
para meters L
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Entrez Query

Enter an Entrez query to limit search &

@ Somewhat similar sequences (blastn)
Choose a BLAST algorithm &

Youll} Create custom database

More dissimilar sequences (discontiguous megablast)

Show results in a new window

Search database NCBI Genomes (chromosome) using Blastn (Optimize for somewhat similar sequences)
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(=) Algorithm parameters

Arabidopsis thaliana chromosome 1, complete sequence
sequence 10: [eflNC 003070.9] Length: 30427671 Humber of Matches: 1

Range 1: 25593 to 25645 GenBank Graphics
Expect Tdentities
2e-20 53/53(100%:)

Strand
Plus/Plus

Scare
96.9 bits(108)

Gaps
0/53(0%)

Features: gndoribonuclease Dicerlike 1
endoribonuclease Dicer-like 1

Query 1
sbjct

CRRGARTCATACCTCAGTGAGETEETGICACTCITECAATGTGAGCTICTGER 53
LEPLEETE T e e b el
CRRCAATCATACC

25593 TCACTGAGETEETCTCACTCTTECAATCTEAGCTICTEGE 25645

HNote: Parameter values that differ from the default are highlighted in yellow and marked with + sign

14. Check BLAST results for the
presence of unintented targets

15. Use the MS Excel template to add primer and stuffer sequence and design the final half-probes

Range of Left TSS Lefehatr | THCOPRE) )
. “g; Lp | LeRTSS s Left Half-Probe 3 b‘: Left Half- i
TE:SPEE Ehs Length coenst i Half-Probe Sequence Lem - E— cow .
Engtl rrect? ngtl Length rrect?
2126 o Not Used Not Used [1] 45 Mot Used
2127 (1] Not Used Not Used (1] 46 Mot Used
2120 28 GGGTTCCCTAAGGGTTGGACCAAGAA] = M |
2130 o Not Used Not Used (1] 49 Mot Used
2132 o Mot Used Not Used [1] 51 Mot Used

Supplementary Figure S1 (Continued).
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